Non-muscle invasive (superficial) bladder cancer is a low-grade malignancy with good prognosis, while muscle invasive (invasive) bladder cancer is a high-grade malignancy with poor prognosis. N-butyl-N-(4-hydroxybutyl)nitrosamine (BBN) induces superficial bladder cancers with papillary morphology in rats and invasive bladder cancers with infiltrating phenotype in mice. In this study, we analyzed genomic landscapes of rodent BBN-induced bladder cancers using array-based comparative genomic hybridization (array CGH). While no significant copy number alterations were detected in superficial bladder tumors in rats, copy number gains in chromosomal regions 2D-E1, 7qA3, 9F2, and 11C-D were detected in invasive bladder tumors in mice. Amplification of representative genes located on 2D-E1 and 7qA3 chromosomal regions was confirmed by quantitative PCR. Cyp2a22 and Cyp2a5 genes but not Cyp2g1, Cyp2a12, and Rab4b genes on mouse chromosome 7qA3 were amplified in invasive bladder cancers. Although the human ortholog gene of Cyp2a22 has not been confirmed, the mouse Cyp2a5 gene is the ortholog of the human CYP2A6 gene located in chromosomal region 19q13.2, and CYP2A6 was identified by database search as one of the closest human homolog to mouse Cyp2a22. Considering a possibility that this region may be related to mouse 7qA3, we analyzed CYP2A6 copy number and expression in human bladder cancer using cell lines and resected tumor specimens. Although only one of eight cell lines showed more than one copy increase of the CYP2A6 gene, CYP2A6 amplification was detected in six out of 18 primary bladder tumors where it was associated with the PLOS ONE |
of recurrence and progression of superficial bladder cancers is calculated based on clinicopathological parameters [24] . (3-carboxybutyl) nitrosamine (BCPN) is a major oxidative metabolite of BBN in the urine, shown to have mutagenic activity and to be involved in bladder carcinogenesis [25] [26] [27] . BBN induces superficial papillary tumors in rats and non-papillary invasive tumors in mice. Here, we performed genome-wide analysis of copy number aberrations in BBN-induced bladder cancer in rodent experimental models. Array CGH revealed that several mouse chromosome regions, including the Cyp2a5 and Cyp2a22 loci on mouse chromosome 7qA3, were amplified in invasive bladder cancer. Because the mouse Cyp2a5 gene is the ortholog of the human CYP2A6 gene, we also evaluated CYP2A6 copy number and protein expression in resected human bladder cancer specimens.
N-butyl-N-(4-hydroxybutyl)nitrosamine (BBN) is a chemical carcinogen which induces bladder cancer in rodent models and N-butyl-N-

Materials and Methods
Experimental rodent models
Six-week-old Fischer 344 (F344) male rats and C57BL/6 male mice were purchased from Charles River Japan (Atsugi, Japan). Rats and mice were housed in wire and plastic cages, respectively, in an air-conditioned animal room with a 12-h light/dark cycle as described previously [28] . BBN purchased from Tokyo Kasei Kogyo (Tokyo, Japan) was freshly prepared every 2 days as 0.05% solution in tap water. After 1-week acclimatization to the housing environment, mice and rats were provided with a basal diet and water supplemented or not with 0.05% BBN. Rats were treated with BBN for 12 weeks and sacrificed by exsanguination at 28 weeks after cessation of the treatment, and mice were treated with BBN for 4, 8, 12, 20 , and 26 weeks and sacrificed by exsanguination immediately after the treatment. Bladder tumors were resected with a razor blade; one half was frozen and stored at -80˚C until molecular assays, and the other was fixed in 10% neutral formalin overnight, embedded in paraffin, and cut into 4-μm sections for histological analysis following hematoxylin and eosin staining [29] . Normal bladder tissues of age-matched control rats and mice not treated with BBN were processed in parallel. The study was carried out in strict accordance with the recommendations of the Guide for the Care and Use of Laboratory Animals of the National Institutes of Health. The protocol was approved by the Committee on the Ethics of Animal Experiments of the National Cancer Center Research Institute (Permit Number T05-043). All surgeries were performed under ether anesthesia, and all efforts were made to minimize suffering.
Human cell lines
The human bladder cancer cell lines RT4, RT112, 5637, T24, J82, HT1197, 253J, and TCCSUP were kindly provided by Dr. Osamu Ogawa (Department of Urology, Kyoto University, Japan) [30] [31] [32] [33] [34] in 2007. RT4 and T24 were cultivated in McCoy's 5A (modified) medium, the others RPMI1640 medium, supplemented with 10% fetal bovine serum.
Samples of human primary bladder tumors
Primary bladder tumors were resected from patients by total cystectomy (14 samples) or by TUR (104 samples) at the National Cancer Center Hospital of Japan. Resected tumor samples were stored at -80˚C for histological or genetic analyses. This study was approved by the Ethics Committee of the National Cancer Center of Japan and was performed in accordance with the Declaration of Helsinki, 1995. All patients gave their written informed consent prior to their inclusion in this study.
Extraction of genomic DNA
Genomic DNA was extracted from fresh-frozen samples of rodent normal tissues, bladder tumors, and cultured human cell using the Qiagen DNeasy Blood & Tissue Kit (Qiagen, Valencia, CA, USA). Alternatively, genomic DNA was extracted from formalin-fixed, paraffinembedded human primary bladder tumors after de-paraffinization and tumor dissection using conventional phenol-chloroform extraction method as described previously [35] .
Array CGH
Array CGH analysis was performed using an Agilent platform (Agilent Technologies, Santa Clara, CA, USA) according to the manufacturer's protocol. Agilent 185K rat genome CGH microarray chips and 244K mouse genome chips were scanned using an Agilent Microarray Scanner, and the data were analyzed using the CGH Analytics Software (Version 3.4) and the DNA Analytics CGH Module (Genomic Workbench Standard Edition 5.0.14), respectively.
Quantitative PCR
Genomic DNA extracted from mouse tissues and paraffin-embedded human primary bladder tumors was analyzed by qPCR using SYBR Green PCR Master Mix and the 7300 or 7500 realtime PCR systems (Applied Biosystems, Foster City, CA, USA) according to the manufacturer's instructions. PCR primers for mouse and human genes were designed using the Primer 3 software (www.broadinstitute.org/cgi-bin/primer/primer3_www.cgi) or the Primer Express Version 3.0 software (Applied Biosystems) and evaluated for specificity using in-silico PCR search (S1 Table) . Standard curves for mouse and human genes were constructed based on genomic DNA extracted from normal mouse liver and commercially available human (male) genomic DNA (product #G147A 26003101; Promega, Madison, WI, USA), respectively. Copy numbers of mouse and human genes were normalized to those of the mouse L1td1 and human LINE1 sequences, respectively, used as internal controls, and the copy number change was then calculated based on the assumption that normal mouse liver and human genomic DNA is diploid.
The results were validated using genomic DNA extracted from cultured human cells. Gene copy numbers were estimated by qPCR using FAM-labeled probes (Universal Probe Library Set, Human Probe#1-90; Hoffmann-La Roche Ltd, Basel, Switzerland) and TaqMan Gene Expression Master Mix (Applied Biosystems). Primers and probes were designed using the website (https://qpcr.probefinder.com/input.jsp?organism=h_sap), and candidate sequences were examined for homology with other genomic regions and for the presence of known polymorphisms registered in dbSNP (S2 Table) . The candidate primers and probes were tested using germline DNA of a healthy woman, and primer-probe combinations were selected based on a standard titration curve with a slope of < -3 and R2 > 0.996. RNase P (Applied Biosystems) was used as an internal control.
qPCR was performed in quadruplicate using an ABI7900HT instrument (Applied Biosystems). Each well contained FAM-and VIC-labeled probes for target genes and RNaseP, respectively, and the related primers. The threshold cycle (Ct) of the FAM probe was adjusted to that of the VIC probe, and ΔCt was calculated. Copy number was estimated according to the ΔCt of human genomic DNA, which was assumed to have two copies of respective genes.
Immunohistochemistry
Immunohistochemistry was performed using the Histofine Simple Stain MAX PO kit (Nichirei, Tokyo, Japan) according to the manufacturer's protocol. Rodent CYP2A5 and human CYP2A6 proteins were detected using rabbit polyclonal antibodies against rat CYP2A1 (Nosan, Yokohama, Japan) and human CYP2A6 (Biomol International, Plymouth Meeting, PA, USA), respectively.
Human bladder cancer specimens were classified into those with non-invasive (superficial) papillary lesions (n = 53) and lesions showing invasion into the lamina propria or deeper (n = 240); among the latter, invasive aggregated lesions (n = 108) and invasive scattered lesions (n = 132) were distinguished based on histology. CYP2A6 immunoreactivity was assessed in more than 200 tumor cells in each lesion at magnification ×400, and scored as follows: score 0, no immunoreactivity; score 2, immunoreactivity equal to or stronger than that in the normal liver; and score 1, immunoreactivity between 0 and 2.
Statistical analysis
Statistical analyses were performed by the Ystat 2002 software (Igaku Tosho Shuppan, Tokyo, Japan) together with Microsoft Excel software. Unpaired Student's t-test was used to evaluate the significance of the difference in relative CYP2A6 copy numbers in primary bladder tumors and the association between CYP2A6 immunoreactivity and invasive phenotype of human bladder tumors. Correlation between copy number aberrations and CYP2A6 expression in primary bladder tumors was analyzed by parametric test. The difference in CYP2A6 immunoreactivity between incipient and recurrent cases in superficial papillary tumors was evaluated by Mann-Whitney U-test, and that between superficial papillary and invasive scattered lesions in the same patients was assessed by paired Student's t-test. Statistical significance was set up at p < 0.05.
Results
BBN-induced bladder carcinogenesis
In rats receiving 0.05% BBN for 12 weeks, superficial tumors appeared in the bladder 40 weeks after the start of the treatment (Fig 1A) . In mice continuously receiving 0.05% BBN, hyperplasia, dysplasia, carcinoma in situ (CIS), and invasive tumors chronologically appeared in the bladder 4, 8, 12, and 20 weeks, respectively, after the start of the treatment (Fig 1B) . These results were consistent with previous reports of species-specific phenotypes of BBN-induced bladder cancers in rodents [25] [26] [27] .
Histological examination revealed that superficial tumors in rats and invasive tumors in mice were of a mixed type containing urothelial carcinomas and squamous cell carcinomas (Fig 1) .
Array CGH analysis of bladder cancer in rodents
Three samples of superficial bladder cancer were obtained from rats at 40 weeks, and two and three samples of invasive bladder cancer were obtained from mice at 20 and 26 weeks, respectively, after the initiation of BBN treatment. Genomic landscapes of rodent bladder tumors were compared to those of normal tissues from respective species using array CGH, and the ratios of gene copy numbers in tumors relative to normal tissues for microarray probes were converted to log 2 values. Chromosomal regions showing significant copy number aberrations in bladder tumors were screened based on the following strict criteria: (i) log 2 ratio more than +1 (copy number > 4) or less than -1 (copy number < 1) in more than 50% of invasive or superficial tumors; (ii) log 2 ratio more than +1 or less than -1 for at least two adjacent microarray probes. Based on these screening criteria, no significant copy number aberrations were detected in BBN-induced superficial bladder tumors in rats (data not shown). However, copy number gain or gene amplification of chromosomal regions 2D-E1, 7qA3, 9F2, and 11C-D were detected in BBN-induced invasive bladder tumors in mice, although no significant copy number loss was observed (Fig 2) .
Validation of array CGH data by qPCR
To validate array CGH data on the amplified regions, copy number changes of the Olfr1184 and Rapsn genes on mouse chromosomal region 2D-E1, the Cyp2g1, Cyp2a5, Cyp2a22, Cyp2a12, and Rab4b genes on 7qA3, the Klhl18, Kif9, and Nradd genes on 9F2, and Stxbp4 and Cox11 genes on 11C-D were investigated by qPCR in 2 and 4 samples of invasive bladder tumors obtained at 20 and 26 weeks, respectively, after the initiation of BBN treatment (S3 Table) . Gene amplification by qPCR was defined as copy number gain > +1 (3 or more).
The results confirmed that the Olfr1184 gene on 2D-E1, and Cyp2a5 and Cyp2a22 genes on 7qA3 were amplified in mouse invasive bladder tumors (Fig 3) .
Syntenic comparison of amplicons in mouse and human bladder tumors
Mouse chromosomal regions 2D-E1 and 7qA3 are syntenic to human chromosomal regions 11p11.2-q12.1 and 19q13.2, respectively. Amplification of the 11p11.2-q12.1 region was not detected in a previous array CGH study on human bladder cancer [19] [20] [21] [22] . However, another study has reported amplification of the DPF-PPP1R14A-SPINT2-KCNK6 and ACTN4 loci on chromosome 19q13 in human bladder tumors [20] and of the chromosomal region19q13.12-q13.2 in human urothelial carcinomas, especially in invasive types [21, 22] .
The human CYP2A6 gene on chromosomal region 19q13.2 is the ortholog of mouse Cyp2a5. The human ortholog gene of Cyp2a22, which was the major amplified gene on mouse 7qA3 (Figs 2 and 3) , is not confirmed at present. However, CYP2A6 was detected as a human gene homologous to Cyp2a22 by searching Ortho DB (the Hierarchical Catalog of Orthologs v8) and was identified as one of the closest Cyp2a22-related human genes according to BlastP search of AceView. Therefore, we considered a possibility that mouse 7qA3 was homologous to human 19q13.2. Consistent with a previous study on tumorigenic mechanisms, which investigated Cyp2a5 expression in mouse lung adenoma [36] , we detected CYP2A immunoreactivity in surface urothelial cells of the non-cancerous portion of the rodent bladder (regarded as non-specific). We also found that CYP2A expression was slightly higher in dysplasia and significantly higher in invasive lesions compared to basal cells in the normal bladder lamina propria (S1 Fig) . Human CYP2A6 clustered with CYP2A7, CYP2B6, CYP2A13, and CYP2F1 is distant from the DPF-PPP1R14A-SPINT2-KCNK6 and ACTN4 loci within gene-rich chromosomal region 19q13.
The CYP2A6 gene polymorphism has been found to be associated with the development of lung cancer [37] , and CYP2A6 has emerged as a novel candidate oncogene [38] ; however, CYP2A6 amplification has not been investigated. Therefore, we next examined CYP2A6 copy number and protein expression in human bladder cancer.
Amplification of the CYP2A6 gene in human bladder cancer in vitro and in vivo
We analyzed copy number aberrations of the CYP2A6 and neighboring genes in human bladder cancer cell lines RT4, RT112, 5637, T24, J82, HT1197, 253J, and TCCSUP. The amplification of CYP2A6 and CYP2A7 (copy number 3 or more) could be merely detected in one bladder cancer cell line (Fig 4A) . The amplification of the CYP2A6 gene in primary bladder cancers was also tested by qPCR which confirmed that CYP2A6 was amplified in one papillary tumor and five invasive tumors (copy number gain > +1), and the difference was statistically significant (p = 0.0085; Fig 4B) . These results indicate that CYP2A6 copy number is significantly higher in invasive compared to superficial bladder tumors.
Overexpression of the CYP2A6 protein in human bladder cancer
Immunohistochemical analysis was initially performed on 14 primary bladder tumors resected by total cystectomy. CYP2A6 immunoreactivity was detected in surface urothelial cells of the non-cancerous portion of the bladder, and was found upregulated in invasive lesions of primary tumors (Fig 5A) .
To investigate the association between CYP2A6 expression and invasive phenotype, immunohistochemical analysis was performed in 104 primary bladder tumors resected by TUR (S4 Table) . Because some samples showed intra-tumor heterogeneity and presented lesions with distinct phenotypes, bladder cancer tumors were classified into those containing superficial papillary lesions, invasive aggregated lesions, and invasive scattered lesions (Fig 5B and 5C) . Among superficial papillary, invasive aggregated, and invasive scattered lesions, 0.3%, 9.3%, and 27.3% cells, respectively, demonstrated high (score 2) CYP2A6 expression (Fig 5D) , and the difference among the lesions was significant (p < 0.01). These data clearly indicate that the upregulation of CYP2A6 expression was associated with the histologically invasive phenotype of human bladder tumors. Analysis of the correlation between CYP2A6 copy number aberrations and its expression in superficial and invasive cancers indicated that only invasive cancers exhibited positive correlation between copy number gain and increased expression (superficial; r = -0.47, P = 0.098, invasive; r = 0.59, P = 0.048 by parametric test; S2 Fig) .
To analyze the role of CYP2A6 in tumor progression, CYP2A6 expression was examined in incipient and recurrent TUR-treated cases in superficial papillary tumors, and in superficial papillary and invasive scattered lesions present in the same patient (S3 Fig, S4 and S5 Tables). In superficial papillary tumors, the difference in CYP2A6 expression estimated based on immunohistochemical score and cell number ratio was not statistically significant, suggesting that CYP2A6 expression was not increased in superficial papillary tumors even after relapse. Among 40 cases of invasive scattered lesions treated by TUR, 8 also had superficial papillary lesions in the same specimen; these cases demonstrated a significant difference in CYP2A6 expression (the ratio of cells scored 2 by CYP2A6 immunoreactivity) between superficial papillary and invasive scattered lesions. This result corroborates our previous findings, further supporting the conclusion that CYP2A6 overexpression is associated with the transformation of superficial papillary tumors to invasive phenotype.
Discussion
This study investigated genomic landscapes in chemically induced bladder cancers of rodents. BBN treatment induced bladder cancers of superficial and invasive types in rats and mice, CYP2A6 Is Associated with Bladder Cancer Invasion respectively, as described previously [25] [26] [27] . According to strict in-house criteria for array CGH analysis, no significant copy number alteration was detected in BBN-induced superficial bladder tumors in rats; however, copy number gains on chromosomal regions 2D-E1, 7qA3, 9F2, and 11C-D were detected in BBN-treated invasive bladder cancers in mice. When array CGH data were validated by qPCR analysis of copy numbers for representative genes in each amplicon, Olfr1184 on chromosome 2D and Cyp2a22 on chromosome 7qA3 demonstrated amplification in mouse invasive bladder cancers. Cyp2a5 copy number was not more than +1 by CGH analysis; however, the amplification was detected by qPCR. The discrepancy may be partly due to the fact that the region amplified by qPCR using our Cyp2a5 primer (27,624,139-27,624,316) was closer to the Cyp2a22 locus by about 3,500 bp compared to that targeted by the CGH probe (27, 620, 620, 803) .
We then performed syntenic comparison of human and mouse bladder tumors. The CYP2A6 locus on human chromosomal region 19q13.2 is syntenic to the Cyp2a5 locus on mouse chromosomal region 7qA3. Blaveri et al. have reported that the SPINT2 and ACTN4 loci on human 19q13 are amplified in bladder cancers [20] , while Lindgren et al. have found copy number gain of chromosomal region 19q13.12-q13.2 [22] , which has been shown to be associated with aggressive phenotype in invasive bladder cancer [21] . Because the CYP2A6 locus in the 19q13 region is separated from the SPINT2 and ACTN4 loci by many genes, CYP2A6 amplification in human cancer has not been shown. In addition, it is also possible that the CYP2A5 protein was weakly expressed in BBN-induced mouse dysplasia and had stronger expression in mouse invasive cancers by immunohistochemistry. Therefore, we investigated CYP2A6 gene amplification and protein expression in human bladder cancer.
The amplification of the CYP2A6 locus was not clearly detected in human bladder cancer cell lines, which might be due to cell line origin from fully metastasized cancer. However, the CYP2A6 gene was amplified in six out of 18 cases of resected primary bladder tumors, suggesting an association with the early stage of cancer invasion. A search of available public databases, such as GEO and Oncomine, did not produce any results on the correlation of CYP2A6 expression levels with bladder cancer disease stage. According to cBioPortal, CYP2A6 amplification frequency was 4.7% in 128 cases (TCGA, Nature 2014) [39] , 2.7% in 408 cases (TCGA, Provisional), and 1% in 97 cases (MSKCC, J Clin Oncol 2013) [40] . We consider that the difference between our data on TUR samples and other databases may be due to the heterogeneity of bladder cancers. Thus, in urothelial cancers, heterogeneity of cellular atypia is frequently observed by histology: either a small area showing a higher grade cellular atypia develops within low-grade tumors, or cancer cells gain higher grade cellular atypia before they start to disrupt the basal membrane and invade into subepithelial tissues [21] . We extracted genomic DNA from superficial papillary, invasive aggregated, and invasive scattered lesions of TUR specimens at pinpoint under the microscope. It is feasible that copy number heterogeneity corresponds to histological heterogeneity during the multistep malignant progression of urothelial cancers [21] ; therefore, the ratio of CYP2A6 amplification observed in our study may be higher than that reported in public datasets. Stratified analysis further revealed that CYP2A6 amplification preferentially occurred in invasive bladder cancer. These results indicate that the amplification of the CYP2A6 gene could be involved in the development of invasive bladder cancer phenotype. This notion was confirmed by significant upregulation of the CYP2A6 protein in invasive bladder tumors, especially in scattered lesions. In addition, only invasive cancers exhibited positive correlation between CYP2A6 copy number gains and increased expression. Moreover, CYP2A6 immunoreactivity was significantly different between superficial papillary and invasive scattered lesions in the same cases, although such difference was not observed between incipient and recurrent cases of superficial papillary tumors. Together, these data suggest that CYP2A6 gene amplification and overexpression are associated with malignancy in human bladder cancer. To the best of our knowledge, there are no reports about immunohistochemistry analysis of CYP2A6 in human bladder cancers. Therefore, our immunohistochemistry experiments were based on the studies that performed CYP2A6 immunohistochemistry in other human cancers [41, 42] . Antibodies recognizing CYP proteins are usually raised against their C-terminal domains [43] . However, CYP2A6 has high sequence similarity with CYP2B6; in particular, their C-termini are identical in four out of five residues [43] . Consequently, the anti-CYP2A6 antibody can also recognize CYP2B6, suggesting that the involvement of CYP2B6 cannot be ruled out.
CYP2A6 belongs to the CYP family of cytochrome P450 enzymes implicated in the metabolism of drugs and environmental carcinogens, especially nicotine in cigarette smoke [44] [45] [46] [47] . Given that cigarette smoking is an environmental risk factor for bladder cancer [10] , germline polymorphism of the CYP2A6 gene might be associated with an increased risk of this type of malignancy related with cigarette smoke. A small-scale case-control study has revealed the association of CYP2A6 Ã 1/ Ã 4 or Ã 4/ Ã 4 genotypes with decreased susceptibility to bladder cancer [48] ; however, the relationship between CYP2A6 SNPs and bladder cancer risk has not been demonstrated by GWASs [13] [14] [15] [16] [17] . Recently, Matsuda et al. have reported that CYP1A2, another member of the CYP family of enzymes thought to metabolize tobacco-derived carcinogens, is associated with bladder cancer risk in Japanese population [18] . However, that study did not discriminate between non-invasive and invasive bladder cancers; therefore, CYP2A6 contribution to the risk of developing invasive bladder cancer phenotype could not be clearly determined. Nevertheless, previous findings indicate significant involvement of CYP family members in bladder cancer progression, which is consistent with our results.
Human cancers develop in a step-wise manner depending on the accumulation of multiple epigenetic changes and genetic alterations [1, 2] . Gene amplification is one of the mechanisms underlying the activation of proto-oncogenes such as ERBB2, CCND1, CCNE1, MDM2, and E2F3, which have been suggested as cancer driver genes in bladder cancers, based on their aberrant gene amplification and protein overexpression [5, [19] [20] [21] [22] . In bladder cancer, the amplification and overexpression of the CYP2A6 gene was associated with increased malignancy, namely invasiveness, both in rodents and in humans. Although previous studies have demonstrated the upregulation of CYP2A6 protein and mRNA in human lung cancer and colorectal cancer [41, 42] , this is the first report on CYP2A6 gene amplification and overexpression in bladder cancer.
However, our study has some limitations. First, our data do not demonstrate that gene amplification is directly associated with the overexpression of Cyp2a5/CYP2A6. To explore the correlation between CYP2A6 amplification and overexpression in human bladder cancer, we searched the Catalogue of Somatic Mutations in Cancer (COSMIC). The results indicate that 4 out of 113 of bladder cancer samples (3.54%) had copy number gain, and 2 of them (50%) demonstrated CYP2A6 overexpression, suggesting that CYP2A6 protein levels may be regulated by other mechanisms at the transcriptional, translational, or epigenetic levels. However, it should be mentioned that we did not find bladder tumors with superficial phenotype investigated for copy number aberrations (CNAs) and protein expression of Cyp2a5/CYP2A6, but only those with invasive phenotype, both in rodents and humans. Furthermore, a recent report on proteogenomics of human colon and rectal cancers indicated that focal CNAs have the strongest cis-effects on both mRNA and protein levels, suggesting that selection for high protein expression may promote CNA in the regions of focal amplification [49] . Therefore, we consider that the association of invasive bladder cancer phenotype with the amplification and potential overexpression of Cyp2a5/CYP2A6 could be highly plausible.
Another limitation is the specificity of the anti-CYP2A6 antibody. Unfortunately, currently available commercial antibodies against CYP2A6 have low specificity and cannot be reliably used for investigating CYP2A6 protein levels by immunohistochemistry as evidenced by our search of public databases. Therefore, our results on CYP2A6 protein expression in bladder cancer should be further validated using an antibody recognizing CYP2A6 with high specificity and sensitivity.
Although our data indicate possible involvement of CYP2A6 in bladder cancer progression with invasive phenotype, it should be validated in future experimental and clinical studies.
Bladder tumors are pathologically heterogeneous and consist of superficial lesions with papillary morphology and invasive lesions with malignant phenotype [3] [4] [5] [6] . Recurrence of cancer invasion after TUR-based curative resection of superficial bladder tumors is a serious clinical problem, and predictive biomarkers associated with invasion recurrence are necessary for appropriate clinical care of bladder cancer patients. Although the analyzed number of tumors was limited, our results suggest that CYP2A6 is a candidate prognostic biomarker that can be utilized for therapeutic stratification of patients with bladder cancers. Large-scale clinical trials are necessary to validate CYP2A6 potential as a useful biomarker for early detection of invasive phenotype of bladder cancer. 
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